Reagents, cell culture and generation of transfectants. All cells were grown in Dulbecco's modified Eagle's medium (Invitrogen) containing 10% fetal calf serum Transcript analysis. RNA extraction was performed using Trizol (Invitrogen) and samples were treated with DNAse Turbo (Ambion) to avoid DNA contamination.Transcripts were analyzed by RT-PCR, using 0.5-1 μg of total RNA.
RT-PCR kit (Qiagen) with the oligos indicated in Table S1 . Expression of LEF1 antisense transcripts NAT was detected with the oligos showed in this table; in this case, the reaction was performed in two steps, using the reverse oligonucleotide in the retro-transcription reaction and the forward oligo as the primer for the PCR. All amplified fragments were verified by sequencing.
Where indicated, expression levels of transcripts were also determined by retrotranscription and real-time PCR (qRT-PCR), using the Transcriptor First Strand For RNA isolation from nuclear and cytoplasmic compartments, RWP-1 cells were harvested, washed once with cold PBS and centrifuged at 4ºC for 5 minutes at 1200 rpm. The pellets were resuspended with a soft lysis buffer (50 mM Tris HCl pH 8; 10 mM EDTA; 0,1% NP-40; 10% Glycerol) and centrifuged at 4ºC for 15 minutes at 3000 rpm. The supernatant, containing the cytoplasmic fractions, were immediately transferred to a new tube and mixed with Trizol Reagent (Life Technology) to avoid RNA degradation. The pellet, containing the nuclear fraction, were washed once with the soft lysis buffer and then resuspended in SDS lysis buffer (1% SDS; 10 mM EDTA; 50 mM Tris pH 8) by pipetting several times. After incubating on ice for 15 minutes, Trizol reagent was added. RNA extraction of the cytoplasmic and the nuclear fractions were carried out following the manufacturer's protocol. The RNAs were retrotranscribed into cDNA using Transcritpor first strand cDNA synthesis kit (Roche), and the relative amount was assessed by qPCR. HPRT and U6 snRNA were used as cytoplasmic or nuclear-enriched controls. biotinylated by addition of bio-14-dUTP (40% of the total dUTP) to the reaction. The control transcripts YB1X (NM004559), Cre (YP006472), or an RNA transcript generated from pcDNA3 were used. After synthesis, RNA was treated with DNase I (Ambion), purified with phenol-chloroform and precipitated with isopropanol. The integrity of the resultant RNAs was checked in 1% formamide-agarose gels.
In vitro
Luciferase reporter assay. Reporter assays were performed using 100-400 ng of the indicated constructs containing the different promoters cloned into the pGL3 plasmid.
Transfections were performed as previously reported (1) using Lipofectamine (Gibco).
When appropriate, cells were also transfected with the NAT constructs inserted into the pcDNA3 plasmid. 10 ng of Renilla luciferase was also co-transfected as a control for transfection efficiency. Firefly and Renilla luciferase activities were analyzed 48 h after transfection, according to the manufacturer's instructions. Carbamidomethylation (C) was set as a fixed modification, whereas oxidation (M) and acetylation (N-terminal) were used as variable modifications. Searches were performed using a peptide tolerance of 7 ppm, a product ion tolerance of 0.5 Da. Resulting data files were filtered for FDR < 5 %.
Supplementary Table 1 Gene Position in LEF1 locus Oligonucleotide 
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